Huntington's disease (HD) is an inherited, autosomal dominant, degenerative disease characterized by involuntary movements, cognitive decline, and behavioral impairment ending in death. HD is caused by an expansion in the number of CAG repeats in the huntingtin gene on chromosome 4. To date, no effective therapy for preventing the onset or progression of the disease has been found, and many symptoms do not respond to pharmacologic treatment. However, recent results of pre-clinical trials suggest a beneficial effect of stem-cell-based therapy. Induced pluripotent stem cells (iPSCs) represent an unlimited cell source and are the most suitable among the various types of autologous stem cells due to their patient specificity and ability to differentiate into a variety of cell types both in vitro and in vivo. Furthermore, the cultivation of iPSC-derived neural cells offers the possibility of studying the etiopathology of neurodegenerative diseases, such as HD. Moreover, differentiated neural cells can organize into three-dimensional (3D) organoids, mimicking the complex architecture of the brain. In this article, we present a comprehensive review of recent HD models, the methods for differentiating HD-iPSCs into the desired neural cell types, and the progress in gene editing techniques leading toward stem-cell-based therapy. technology was published by the groups of Monteys et al. [65] and Shin et al. [66]. Monteys and 373 colleagues developed guide RNAs that bind SpCas9 to six prevalent SNPs located 5′ of HTT exon-1 374 and successfully eliminated the expression of mHTT. In a similar study, Shin et al. [66] focused on 375 improving allele specificity using allele-specific dual gRNA-mediated CRISPR/Cas9 based on 376 protospacer adjacent motif (PAM)-altering SNPs to specific patient´ CRISPR/Cas9 sites. The genetic 377 correction was performed on HD-iPSC-NPC lines, which were transfected with 2 µg of CRISPR 378 vectors containing gRNAs. Subsequent analyses revealed a large 44-kb deletion leading to the 379 complete inactivation of mHTT without affecting the normal allele. According to the 380 aforementioned studies and several others [67-69], CRISPR/Cas9 has the ability to solely inhibit 381
Introduction
Huntington's disease (HD) is one of a group of nine neurodegenerative polyglutamine disorders. It is a devastating and incurable neurological disorder caused by a trinucleotide repeat expansion (CAG) in the gene encoding the huntingtin (HTT) protein, which results in an expanded polyglutamine tract at the N-terminus of the HTT protein. HD is inherited in an autosomal dominant fashion and leads to sleep disturbances, motor dysfunction, cognitive impairment, psychiatric abnormalities, and, ultimately, premature death. Examples of motor dysfunction include involuntary grimacing and excessive gesturing. The neuropsychiatric disorders include disturbances in intellectual and cognitive function, as well as depression, anxiety, aggression, and irritability. The disease affects approximately 1 in 10,000 people. The risk of HD development depends on the number of CAG repeats in the following fashion: less than 35 repeats-minimal risk, 36-40 repeats-moderate risk, and over 40 repeats-high risk. The same direct proportionality also applies to the age of onset (typically 20-65 years) and severity of the disease, which means that a longer CAG repeat sequence is associated with an earlier onset of HD and more severe symptoms [1] [2] [3] . mHTT impacts multiple physiological processes, such as transcriptional regulation, signal transduction, centrosome formation, and apoptosis. Moreover, mHTT inhibits the transcription and transport of brain-derived neurotrophic factor (BDNF), which is necessary for the survival of striatal neurons, leading to the trophic deprivation of these cells [4] .
One of the most prominent cytological changes is the formation of insoluble aggregates of the abnormal mHTT protein by its proteolytic cleavage, which is observed as characteristic inclusions within the nucleus and cytoplasm of affected cells. However, the process of toxic mHTT accumulation is not yet clear. Cellular pathologies associated with HD result in the death of striatal GABAergic DARPP-32-positive medium spiny neurons (MSNs) in the basal ganglia, the executive center for organizing motor memory, learning and function in the brain. Striatal atrophy occurs in 95% of HD patients; however, neuronal death is also observed in the cortex, globus pallidus, and thalamic nuclei. Therefore, a promising new therapy is focused on replacing damaged brain tissue using neural stem cells (NSCs) or neural progenitor cells (NPCs) [5] .
To date, no effective treatment for preventing the onset or progression of HD has been found. Existing therapeutic approaches are only able to alleviate symptoms, and therapies that slow or reverse disease progression have yet to be implemented. Preliminary clinical trials using fetal neural grafts have shown long-lasting functional benefits; however, these grafts were efficient only in limited cases [6] [7] [8] .
Stem-cell-based technologies represent a promising direction in HD treatment because of the ability of stem cells to differentiate into NPCs and replace damaged neurons as well as prevent neural cell death. To date, various cell types, such as embryonic stem cells (ESCs), fetal tissue cells, and NSCs have been used in HD cell-based therapy [9] . Despite short-term benefits observed in several patients, graft overgrowth and insufficient survival of the grafted cells hamper the clinical use of this therapeutic approach. Moreover, ethical concerns related to the origin of donor tissue and the limited availability of such cells restrict the use of the above-mentioned cell types. Therefore, induced pluripotent stem cells (iPSCs), which can be derived from any somatic cell type of a patient by using a reprogramming technique, currently represent the most suitable source for personalized cell-based therapy [10, 11] . In recent years, a number of research groups have successfully generated patient-specific iPSCs from patients with a neurodegenerative disease, such as Parkinson's disease, Alzheimer's disease, amyotrophic lateral sclerosis or Huntington's disease [12, 13] . HD provides an ideal target for iPSC-based gene correction because HD is a monogenic disease with a very well established correlation between the number of CAG repeats and the age of disease onset. This feature allows the production of disease-free cells for potential therapy with autologous cells and provides a valuable platform to study the pathogenesis of the disease [14] .
Herein, we summarize the recent progress in modeling HD with iPSCs and the possible use of iPSC-differentiated neurons for disease therapy.
Differentiation of iPSCs into MSNs
Generally, differentiation protocols are based on recapitulating the developmental steps during ontogenesis. The first step in differentiation is neural induction, including the differentiation of iPSCs into NSCs/NPCs, through embryoid bodies (EBs) and neural rosette formation, which is achieved by inhibiting the bone morphogenic protein (BMP) and transforming growth factor beta (TGF-β) pathways to prevent mesodermal and endodermal differentiation [15] . A comprehensive overview of these protocols can be found in our previous work [16] .
The second step involves the regional patterning of cells toward a ventral telencephalic fate. Among the inducers utilized, the following morphogens play important roles: sonic hedgehog (SHH), the WNT inhibitor dickkopf 1 (DKK1), and the small-molecule WNT inhibitor XAV939. There are numerous differentiation protocols based on the use of neural differentiation media with the addition of the above-mentioned molecules ( Table 1 ). The first research group that successfully differentiated HD-iPSC-derived NSCs into striatal neurons was Zhang et al. [12] , who cultivated HD-iPSC-derived NSCs in medium supplemented with SHH, DKK1, and BDNF and with the addition of the Rho-associated protein kinase (ROCK) inhibitor Y27632 to promote cell survival.
The cells were further treated with cAMP and valproic acid. The terminally differentiated HD striatal neurons possessed 72 CAG repeats, the same number as the parental HD fibroblasts. These neurons were positive for elevated caspase activity and expressed the GABAergic neuronal marker GABA. Delli Carri et al. [17] published a protocol for differentiating ESCs/iPSCs into mature MSNs. During the 80-day procedure, through BMP/TGF-β inhibition (involving SHH, DKK1, and BDNF), these researchers were able to induce ventral telencephalic specification of iPSC-derived NPCs, followed by their final maturation into MAP2+/GABA+ neurons.
Chiu et al. [18] differentiated HD-iPSC NPCs into various types of neurons, including TUJ1-, MAP2-, and Olig2-expressing neurons, by culturing the stem/progenitor cells in N2/B27 media. To enhance the differentiation of the cells toward striatal neurons, the cells were further cultured for 4-6 weeks, resulting in a 70% neural population expressing GABAergic projection neuronal markers.
Liu et al. [19] generated functional human forebrain GABAergic interneurons from iPSC-derived NPCs in a chemically defined system without requiring transgenic modification or cell sorting. The differentiation of the iPSC-derived NPCs into KX2.1-expressing medial ganglionic eminence progenitors was obtained by simply treating the cells with SHH or its agonist purmorphamine within two weeks. These progenitors were subsequently cultured in neural differentiation medium, giving rise to a population of forebrain GABAergic interneurons by the sixth week.
The differentiation of GABAergic neurons in a monkey model of HD was published by Carter et al. [20] . In their protocol, mature GABAergic neurons were differentiated from HD-iPSC-derived NPCs by culturing these cells in neural induction medium supplemented with SHH, fibroblast growth factor 8 (FGF8), and ascorbic acid. The successful differentiation was proved by several analyses, which revealed the elevated expression of HTT transcripts, an increased accumulation of mHTT, higher susceptibility to oxidative stress, and the presence of HTT aggregates together with intranuclear inclusions, which are typical characteristics for mature HD neurons.
Most recently, Cho at al. [21] published a protocol for the differentiation into astrocytes of iPSCs obtained from a non-human primate HD model. The differentiation of the iPSC-NPCs started with their cultivation in medium supplemented with azacytidine (AZA-C), trichostatin (TSA), BMP2, and B27. Later, the AZA-C and TSA were removed, and the differentiation was continued for 28 days in an astrocyte differentiation medium. Over 95% of the mature astrocytes displayed a number of pathologic features associated with HD; therefore, these cells represent an appropriate model of the disease. 
iPSC-Based Modeling of HD
The known genetic mutation in HD allows researchers to create various types of disease models. Widely used animal models ranging from roundworms [24] and Drosophila [25] to large animals, such as sheep, pig [26, 27] , mouse [28, 29] , and monkey [30] , have been applied to HD modeling. Among these, the most common are murine models, including both knock-in and transgenic models. However, the majority of the mouse models bear a far greater number of CAG repeats (BACHD mouse-97 CAG/CAA; YAC128 mouse-128 CAG; R6/2 mouse-144 CAG repeats) compared with those commonly seen in adult HD patients. Therefore, there is a need for more suitable HD models that avoid the use of animals [31] .
The iPSC technology not only provides an approach to possible cell-based therapy but also enormously facilitates the investigation of disease pathology and its onset because iPSC-derived NPCs obtained from HD patients harbor the CAG expansion in HTT. To date, a number of studies have reported the usefulness of HD models derived from HD-iPSCs (Table 2 ). Furthermore, HD-iPSC-NPCs can organize into three-dimensional (3D) organoids mimicking the architecture of brain tissue. In addition, iPSC-derived HD models represent a much more suitable alternative for drug screening and toxicity testing than widely used animal models [15, 32] . 
The iPSC technology not only provides an approach to possible cell-based therapy but also enormously facilitates the investigation of disease pathology and its onset because iPSC-derived NPCs obtained from HD patients harbor the CAG expansion in HTT. To date, a number of studies have reported the usefulness of HD models derived from HD-iPSCs (Table 2 ). Furthermore, HD-iPSC-NPCs can organize into three-dimensional (3D) organoids mimicking the architecture of brain tissue. In addition, iPSC-derived HD models represent a much more suitable alternative for drug screening and toxicity testing than widely used animal models [15, 32] . Table 2 . Overview of HD iPSC-derived models.
Model Cell Type
Results Reference HD iPSCs-MSNs -elevated caspase activity upon growth factor deprivation [12] HD iPSC-MSN -neuroprotective effect of CGS21680 and APEC therapeutic potential [18] HD iPSC-NPCs -higher levels of FOXO1 and FOXO4 elevated proteasome activity [19] iPSC-GABA + neurons -under treatment with memantine reversal of HD pathologic events [20] HD monkey iPSC-astrocytes -detection of numerous HD related pathologies mHTT aggregates, inefficient glutamate clearance, suppression of mitochondrial function, abnormal electrophysiology [21] Corrected HD iPSC-NPCs -after transplantation into mice model survival and differentiation of cells into the GABAergic neurons [22] iPSC-NSCs -after bilateral transplantation into mice striatum improved locomotor function [33] mice HD iPSCs/human HD iPSCs -dysregulation of ERK signaling, β-catenin phosphorylation, SOD1 accumulation and p53 expression [34] Juvenile HD-iPSCs -high number of significantly dysregulated mRNAs [35] HD iPSC-MSN -increased calcium SOC activity; treatment by quinazoline derivative -EVP4593 led to reduced activity of SOC currents and normalization of calcium transport [23] HD monkey iPSC-NPCs -under treatment with memantine, Rilizole and Methylene blue the most potent anti-apoptotic drug was Rilizole; the most effective in reduction of mTT aggregates was Methylene blue [36] Corrected HD monkey iPSC-GABA + neurons -after transplantation into mice striatum longer lifespan of HD mice model; improved behavioral and locomotor function [37] Zhang et al. [12] were among the first authors to generate an iPSC-derived HD model. The researchers developed iPSCs from an HD patient displaying 72 CAG repeats, which were used to generate striatal neurons susceptible to cellular damage with typical characteristics of HD, such as mHTT aggregation and decreased concentrations of glutamate transporters and BDNF. Moreover, the authors tested caspase activity, which is elevated in the post-mortem tissues of HD patients and HD models, to evaluate the ability of HD-iPSC-derived neurons to serve as a model for drug screening. Their results showed an increased caspase activity upon growth factor deprivation, demonstrating the suitability of the HD-iPSC-derived neurons for drug screening. Therefore, these differentiated cells represent a useful human cellular model of HD. An et al. [22] reported the therapeutic potential [18] HD 
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The known genetic mutation in HD allows researchers to create various types of disease dels. Widely used animal models ranging from roundworms [24] and Drosophila [25] to large mals, such as sheep, pig [26, 27] , mouse [28, 29] , and monkey [30] , have been applied to HD deling. Among these, the most common are murine models, including both knock-in and nsgenic models. However, the majority of the mouse models bear a far greater number of CAG eats (BACHD mouse-97 CAG/CAA; YAC128 mouse-128 CAG; R6/2 mouse-144 CAG eats) compared with those commonly seen in adult HD patients. Therefore, there is a need for re suitable HD models that avoid the use of animals [31] .
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Model Cell Type
Results Reference HD iPSCs-MSNs -elevated caspase activity upon growth factor deprivation [12] HD iPSC-MSN -neuroprotective effect of CGS21680 and APEC therapeutic potential [18] HD iPSC-NPCs -higher levels of FOXO1 and FOXO4 elevated proteasome activity [19] iPSC-GABA + neurons -under treatment with memantine reversal of HD pathologic events [20] HD monkey iPSC-astrocytes -detection of numerous HD related pathologies mHTT aggregates, inefficient glutamate clearance, suppression of mitochondrial function, abnormal electrophysiology [21] Corrected HD iPSC-NPCs -after transplantation into mice model survival and differentiation of cells into the GABAergic neurons [22] longer lifespan of HD mice model; improved behavioral and locomotor function [37] Zhang et al. [12] were among the first authors to generate an iPSC-derived HD model. The researchers developed iPSCs from an HD patient displaying 72 CAG repeats, which were used to generate striatal neurons susceptible to cellular damage with typical characteristics of HD, such as mHTT aggregation and decreased concentrations of glutamate transporters and BDNF. Moreover, the authors tested caspase activity, which is elevated in the post-mortem tissues of HD patients and HD models, to evaluate the ability of HD-iPSC-derived neurons to serve as a model for drug screening. Their results showed an increased caspase activity upon growth factor deprivation, demonstrating the suitability of the HD-iPSC-derived neurons for drug screening. Therefore, these differentiated cells represent a useful human cellular model of HD. An et al. [22] reported the successful targeted correction of an expanded CAG repeat using homologous recombination in iPSCs derived from an HD patient. These corrected HD-iPSCs shared the same genetic background as the diseased cells and thus served as unbiased controls for their uncorrected counterparts.
Furthermore, the corrected HD-iPSCs normalized the pathogenic signaling pathways and reversed the relevant phenotypic traits, such as the susceptibility to cell death and the altered mitochondrial bioenergetics. The transplantation of the corrected HD-iPSC-NPCs into an HD murine model demonstrated the ability of these cells to survive and differentiate into GABAergic neurons and DARPP-32-positive neurons. Al-Gharaibeh et al. [33] tested the effect of iPSC-NSCs on motor function in the YAC128 mouse model of HD after the bilateral transplantation of these cells into the striata. After 10 weeks, an improved locomotor function was observed according to the results obtained from rotarod testing. Based on the examination of brain tissue specimens, the iPSC-NSCs survived and successfully differentiated into region-specific MSNs within the brain tissue. Moreover, there was no evidence of tumor formation.
Juopperi et al. [2] derived patient-specific iPSC lines from 2 HD patients. The iPSCs from both diseased cell lines were differentiated into glial progenitors and NPCs. Following transplantation of NPCs into the adult mouse brain resulted in their successful engraftment and formation of mature neurons. On the other hand, the HD-iPSC-derived astrocytes exhibited increased cytoplasmic vacuolation in vitro. Similar vacuolations were present within the blood lymphocytes of HD patients; therefore, the authors hypothesized that the vacuolation phenotype is associated with HD. The differentiation of HD-iPSCs into different cellular lineages may reveal novel insights into the cell-specific effects of mHTT. Guo et al. [38] found out that a selective inhibitor (P110-TAT) of the mitochondrial fission protein-dynamin-related protein 1 (DRP1) enhanced mitochondrial function, inhibited an abnormal rate of mitochondrial fragmentation induced by mHTT and increased cell viability in cell culture models of HD.
Although the HD mutation has been identified, the molecular and cellular basis of HD is less clear. The research group of Szlachcic et al. [34] focused on elucidating the molecular process underlying HD pathology by examining signaling pathways and HD molecular markers in HD-iPSCs from YAC128 mice and humans. Both cell types displayed a number of dysregulated cellular processes, such as ERK signaling, β-catenin phosphorylation, and superoxide dismutase 1 (SOD1) accumulation. Interestingly, the dysregulation of p53 expression was also detected. The presence of these effects in pluripotent cells indicates that the pathological processes begin during early embryonic development. Another group also investigated early molecular pathologies in HD-iPSCs, but with the goal of identifying the pathological, transcriptional changes in juvenile HD-iPSCs, which occur during the neurodevelopment of HD [35] . These authors used the RNA-seq method to study the transcriptional profiles of 6 human juvenile HD-iPSC lines with 71 and 109 CAG repeats. The results revealed numerous significantly dysregulated mRNAs, a large number of which are involved in DNA damage and apoptosis. Based on the prominent upregulation of the vast majority of transcripts, the authors hypothesized that this phenomenon could be related to an overall increase in the expression levels of molecules involved in the pathways essential for the early stages of embryonic development [35] .
Liu et al. [19] investigated the role of proteasomal activity and the expression of Forkhead box, class (FOXO) transcription factors in the pathology of HD since the FOXO proteins play important roles in longevity, metabolism, cellular proliferation, and stress tolerance. HD-iPSCs and iPSC-derived NPCs were used as disease models. The authors found that HD-iPSCs expressed higher levels of FOXO1 and FOXO4, and FOXO4 overexpression was similarly detected in iPSC-derived NPCs and was associated with elevated proteasomal activity. Their results demonstrated that FOXOs modulate proteasomal activity, and this knowledge can thus be useful in future targeted therapy of HD.
Another potential target for HD therapy is the A2A adenosine receptor (A2AR) because its stimulation can facilitate neuronal survival [39] . For this reason, Chiu et al. [18] used an HD-iPSC-derived MSN model to study the effect of stimulating A2AR, which is highly distributed in encephalin-expressing MSNs, with selective agonists (CGS21680 and APEC). The HD-iPSC-derived MSNs were treated with both compounds and subsequently exposed to H 2 O 2 . Immunohistochemistry and immunoblotting analyses revealed that CGS21680 and APEC have a neuroprotective effect on HD-iPSC-derived neurons by reducing oxidative stress-induced apoptosis, suggesting the high therapeutic potential of these compounds.
It is known that calcium homeostasis is closely related to the cellular pathological events in HD. The role of defective calcium signaling during the process of HD progression was investigated by Nekrasov et al. in an iPSC-derived model [23] . The calcium store-operated channel (SOC) currents in iPSC-derived GABA+ MSNs were analyzed via electrophysiological methods. The results revealed that SOC activity in these neurons was increased. This knowledge is useful for investigating potential drugs that can decrease SOC-mediated calcium entry. Therefore, the authors examined the pharmacological effect of the quinazoline derivative EVP4593 on differentiated neurons. The administration of this drug resulted in a positive outcome in terms of reduced activity of SOC currents and the normalization of calcium transport within neurons, thus protecting the neurons from cell death during aging. Based on these findings, the compound EVP4593 represents a possible therapeutic alternative for HD.
During the last decade, researchers have also begun to use monkey models of HD because such models are much more able than murine models to recapitulate the long-term neurodegenerative events in a way that is comparable to that in humans [20, 36, 37] .
A monkey model of HD was used by the group of Carter et al. [20] to investigate the effect of pharmacological treatment, specifically memantine (an N-methyl-D-aspartate antagonist), on the HD phenotype. HD GABAergic neurons generated from monkey iPSC-derived NPCs were treated in neural medium supplemented with 10 mM memantine. Cytotoxicity analyses that were performed after 24 h demonstrated the reversal of typical HD pathological events. Similarly, Kunkanjanawan et al. [36] developed iPSC-NPCs from an HD monkey model to examine the therapeutic impact of three drugs, including the above-mentioned memantine and two well-known drugs with a beneficial effect on HD: Rilizole and methylene blue. One day after treatment, the HD-iPSC-derived NPC lines underwent several analyses regarding cytotoxicity, apoptosis, and the formation of mHTT aggregates. According the results obtained, the most potent anti-apoptotic drug was Rilizole, while the most effective drug in the reduction of mHTT aggregates was methylene blue. A positive effect on minimizing cytotoxicity was detected with all three compounds. The results of the above-mentioned studies demonstrate the positive outcome of using non-human primate HD models for analyzing potent therapeutics.
Recently, Cho et al. [37] published a report on the successful neural differentiation of iPSCs obtained from an HD monkey model (Macaca mulatta) into GABAergic neurons, which were genetically modified by the stable expression of a small-harpin RNA (shRNA) directed against HTT. These neurons were subsequently grafted into the striatum of an HD mouse model. The mouse model lived five weeks longer than did the control group and showed significant improvements in behavioral performance and motor function according to the results obtained from rotarod and grip strength analyses. These optimistic results produce much enthusiasm for the future implementation of gene-correction methods in HD cell-based therapy.
Another study of Cho et al. [21] deals with the role of astrocytes in the pathogenesis of HD since these glial cells play a significant role in maintaining homeostasis in the central nervous system. The authors generated iPSC-NPCs from a transgenic HD monkey model and differentiated these cells into functional astrocytes that were positivite for astrocyte-specific marker and glial fibrillary acidic protein expression. According to the results of numerous examination techniques, such as fluorescence-activated cell sorting analysis, RT-qPCR, a glutamate uptake assay, and voltage stimulation, the mature astrocytes displayed many cellular phenotypes of HD, including mHTT aggregates, inefficient glutamate clearance, the suppression of mitochondrial function and resistance to oxidative stress and abnormal electrophysiology. Thus, these astrocytes represent a suitable model of HD. Furthermore, the authors investigated the possible therapeutic effect of RNAi on the reduction of HTT expression and the improvement of HD cellular phenotypes. When astrocytes generated from iPSCs obtained from the HD model overexpressed shRNA against HTT, these astrocytes showed a reduction in mHTT aggregates and intracellular inclusions, had restored gene expression and had improved glutamate uptake ability, electrophysiological properties, and cell survival.
Based on the above-mentioned studies, it is clear that iPSC-based models of HD have enormously improved the methods for studying the pathology that underlies HD on a cellular and molecular level. However, widely used HD iPSC-based models are differentiated in 2D monolayers lacking the tissueand organ-level structures, which are essential components of the specific tissue microenvironment. Therefore, extensive research has been focused on the formation of more compact 3D cellular models. Comparison of key features between 2D systems and 3D organoids are summarized in table (Table 3) . Table 3 . Comparison between iPSC-derived 2D systems and 3D organoid models.
2D Systems 3D Organoids
Culture method -cell growth and differentiation on monolayers -cell differentiation and self-organization within matrigel Cell population -usually immature cell populations -improved maturation Duration of differentiation -fast differentiation process -slow differentiation process Tissue composition -lack of tissue microenvironment -similar cytoarchitecture with in vivo tissue Vascular supply -no -limited High-throughput generation -high -low Genome editing -easy -hard
Technical procedure -mostly easy -less time consuming -moderate -more time consuming Disease modeling specificity -moderate -high
iPSC-Derived Brain Organoid Models
The progress in tissue engineering technologies during the last years has eminently improved neurodegenerative disease modeling by the generation of 3D cellular complexes resembling human brain tissue termed brain organoids. Brain organoids derived from pluripotent stem cells can effectively model human cortical development and recapitulate its 3D cytoarchitecture; thus, opening a new window of opportunities to further investigate disease pathogenesis in vitro [40, 41] . Moreover, the 3D brain organoids can reveal particular disease phenotypes, which are barely observed in 2D culture systems [42] . For the first time was the concept of whole-brain organoid formation within the same 3D platform published by Lancaster and Knoblich [43] . Within the past years, several brain organoid models of various neural diseases, such as Alzheimer's disease [44, 45] Parkinson's disease [46, 47] , neuropsychiatric disease [48] , Miller-Dieker syndrome [49] , sever microcephaly [50] and also HD [51] have been generated.
An interesting study published by Conforti et al. [51] provides evidence of the direct link between early neurodevelopmental defects of HD and its adult neurodegenerative phenotype. Using HD iPSC-derived cerebral organoids, the authors repeated stages of ventral telencephalic development and found out that mHTT has a significant negative impact on striatal and cortical specification leading to abnormal neuronal maturation and disrupted cell organization. In the next step, the defect in neuroectodermal development was successfully rescued by allele-specific downregulation of mHTT using a synthetic zinc finger protein (ZFP) repressor.
A similar hypothesis that mHTT may cause early defect during neurodevelopment and neurogenesis led the research team of Zhang et al. [52] to study mention impact of mHTT and CAG repeat length using isogenic HD human ESC/HD iPSC-derived brain organoids. Obtained results from organoids examination showed a lower number of neuroepithelial structures, reduced size, and abnormal development of large radial structures together with the disorganization of neural progenitors. Moreover, the authors demonstrated the negative influence of the protein kinase ataxia telangiectasia mutated (ATM) increased activity on neural cell cycle; therefore, they decided to test the effect of ATM antagonist, KU60019, on neuroepithelium differentiation. The treatment was not fully effective; however, the ATM antagonist significantly improved the proper development of neuroepithelial progenitors.
Despite the unquestionable advantages of 3D brain organoid models derived from human iPSCs (3D multicellular architecture, organization into cortical layers, long-term culturing, patient-specific disease cell type), there are still several limitations. One of the major challenges is the high structural complexity of the brain tissue. A physiologically relevant brain organoid model needs, for its proper growth and differentiation, a rich vascular network together with immune cells. Several research groups have made efforts trying to address the mentioned issue. For instance, Takabe et al. [53] demonstrated that in vivo transplantation of organ buds generated from neural progenitors and mesenchymal stem cells improved organoid vascularization. Likewise, Mansour et al. [54] detected vascular network formation within human neural organoid after its transplantation into the adult mouse brain. Other differentiation protocols are focused on the development of microglia, the only resident immune cells in CNS [55, 56] . Recently, Schwartz et al. [57] established a 3D neural constructs with microglia and vascular network by combining the human pluripotent stem-cell-derived NPCs, endothelial cells, mesenchymal cells, and microglia/macrophage precursors. Such neural constructs highly facilitate neural development within brain organoids.
Additionally, the technical procedure for the neural organoid formation, conducted by widely used spinning bioreactors, requires constant medium supply over months of culturing, increasing the overall costs [58] . Regarding this issue, a significant improvement was made by the research group of Tachibana et al. [59] , who introduced so-called "organoids-on-chip", which were constructed with the help of biosensors and microfluidic channels, to produce a more suitable, consistent and reproducible culture systems.
Gene Therapy for HD
For the possible future use in personalized therapy of iPSC-derived MSNs obtained from an HD patient, the mHTT gene must undergo genetic correction (Figure 1 ). There are several gene silencing/editing approaches, including RNAi, shRNA, antisense oligonucleotides (ASOs), and clustered regularly interspaced short palindromic repeats (CRISPR)/Cas9 [9] .
However, the major disadvantage of using RNAi and shRNA is the non-specific gene targeting of these approaches, which results in high cell toxicity [60] . In contrast, ASOs specifically suppress the expression of the mHTT allele by targeting a single nucleotide polymorphism (SNP), making this approach more suitable for gene therapy, as demonstrated in murine models [14, 61, 62] . Nevertheless, partial reduction approaches such as RNAi and ASO rely on SNPs that are specific to the mutant allele, and the normal allele is not readily distinguishable from the expanded allele of the endogenous HTT gene [62, 63] . Gene editing approaches such as CRISPR/Cas9 can effectively and permanently eliminate the expression of target genes without the need for continuous administration as required by other techniques.
An et al. [22] were among the first to publish a report on the successful correction of HD-iPSCs. The CAG repeat in iPSCs was substituted with a normal repeat by homologous recombination resulting in a reduction of polyglutamine repeats to 21. Further differentiation of the corrected cells led to DARPP-32-positive neurons, which exhibited normalized HD signaling pathways and related pathological events. Similar results were obtained by Carroll et al. [64] , who developed ASO molecules that were modified with S-constrained-ethyl (cET) motifs to improve selective gene silencing. The potency of these molecules in vivo was examined in adult wild-type mouse models (YAC18 and BACHD). Subsequent Western blot analyses of the striatum revealed a specific knockdown of transgenic human HTT in both model types, suggesting the clinical relevance of the ASO approach.
knockdown of transgenic human HTT in both model types, suggesting the clinical relevance of the A novel strategy for the allele-specific genome-editing of mHTT based on the CRISPR/Cas9 technology was published by the groups of Monteys et al. [65] and Shin et al. [66] . Monteys and colleagues developed guide RNAs that bind SpCas9 to six prevalent SNPs located 5 of HTT exon-1 and successfully eliminated the expression of mHTT. In a similar study, Shin et al. [66] focused on improving allele specificity using allele-specific dual gRNA-mediated CRISPR/Cas9 based on protospacer adjacent motif (PAM)-altering SNPs to specific patient CRISPR/Cas9 sites. The genetic correction was performed on HD-iPSC-NPC lines, which were transfected with 2 µg of CRISPR vectors containing gRNAs. Subsequent analyses revealed a large 44-kb deletion leading to the complete inactivation of mHTT without affecting the normal allele. According to the aforementioned studies and several others [67] [68] [69] , CRISPR/Cas9 has the ability to solely inhibit mHTT expression in a specific brain region and thus has rapidly become the most promising gene-editing tool for neurodegenerative diseases such as HD. However, a question remains regarding the safety of the CRISPR/Cas9 system, which is now being tested in animal models to establish an effective and completely safe procedure before its application in humans [70] .
Concluding Remarks
Despite the discovery of a genetic mutation as the main cause of HD, treatment remains mostly aimed at the relief of symptoms and neuroprotection. The lack of clinically-validated targets for this fatal disease places urgency on the need for the development of biologically relevant and clinically predictive models to support the discovery of new targets and drugs. The generation of models based on disease-specific iPSCs tremendously facilitates the progress toward studying HD pathology and the screening of possible therapeutics. However, the complete recapitulation of the neurodegenerative process remains a challenge. The pathologic process of HD develops through several decades of life and does not affect just a single population of cells, but different tissue types. Despite this challenge, researchers are investigating the disease using HD-iPSC-derived MSNs or iPSC-derived astrocytes; however, research that is performed on such a small and specific cell population cannot reflect the complexity of the disease. The solution to this issue could be the generation of 3D brain tissue organoids, which has already been successfully done by several research groups [50, 58, 71, 72] . Currently, the possibility of gene therapy, involving precise gene silencing techniques, has opened a highly promising avenue for personalized cell-based treatment. There are several ongoing trials focused on targeting the abnormal gene and its further effect in eliminating HD. However, an essential condition is to preserve the normal wild-type huntingtin allele, which is critical for maintaining stable neuronal health and neurodevelopment. The recently popularized gene editing method CRISPR/Cas9 possesses this ability, with which it is possible to distinguish the mutant allele from the normal allele and trigger editing of only the mHTT.
Nevertheless, the safety and efficacy of this approach are in dispute. Finally, yet importantly, it is necessary to note that the reprogramming and differentiation processes also face several challenges. Despite significant progress in reprogramming methods (such as virus-free techniques), the iPSC populations may contain incompletely reprogrammed cells that bear an epigenetic memory of their donor. Analyses of iPSC lines published by Gore et al. [73] revealed a number of acquired non-synonymous, nonsense, and splice variants and epigenetic mutations in genes associated with tumorigenesis. This phenomenon can lead to the insufficient pluripotency of these cells, affecting further neuronal differentiation and possible formation of teratoma and immature astrocytoma from transplanted cells. Therefore, precise purification methods must be established to obtain a completely pure iPSC population. Likewise, the detailed process of the differentiation into the correct cell type of transplanted iPSC-NPCs and their integration into the host microenvironment remains unclear. Therefore, further investigation is required prior to the implementation of preclinical results into clinical practice. Nevertheless, thanks to quite a few pioneering HD studies, we can conclude that HD-iPSCs may represent a key to finding a new treatment option for HD patients.
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